Key words: Sirt1, Per2, Liver, Aging, and Circadian
Supplementary Methods
Wound healing assay. Six-month-old mice were anesthetized with Avertin. The dorsum shaved and cleaned with alcohol. Two equidistant 1-cm full-thickness incisional wounds were made through the skin and panniculus carnosus muscle. Wounds were photographed at days 5 and 7 post-wounding.
Peripheral blood chemistry analysis. Peripheral blood of mice was collected into EDTAcoated tubes. Blood samples were sent to NIH clinical service for counting the different types of blood cells present in the samples.
-galactosidase activity assay. Tissues were embedded in OCT compound, and 10 m cryosections were prepared and fixed with 1% formalin. Mouse embryonic fibroblasts (MEFs) were fixed with 0.5% glutaraldehyde for 5 min at room temperature. Slides were then incubated at 37ºC overnight with a solution containing K4 [Fe(CN)6] 3H2O and K3 [Fe(CN) . . Afterwards, the slides were counterstained with FastRed.
Immunofluorescent staining. Paraffin-embedded tissues were sectioned with a Microm HE340E to 5 µm. The sections were cooked in Reveal Decloaker (Biocare Medical) to reduce background staining, stained with antibody against -H2AX (Millipore).
Human hepatocyte isolation and culture. Human tissues were collected with informed consent following ethical and Institutional guidelines through the Liver Tissue Cell Distribution System (University of Pittsburgh, Pittsburgh, PA), which is funded by NIH Contract # HSN276201200017C. Human hepatocytes were isolated from specimens derived from patients undergoing scheduled liver resection. Residual tissues not needed for diagnostic purposes after hepatic resection were transported to the laboratory from the operating room in cold Eagle's Minimum Essential Medium (Lonza, Walkersville, MD) within 90 min of removal. Briefly, the major hepatic vessels were cannulated and sutured on the cut surface of the parenchyma. A 3-step perfusion by peristaltic pump was conducted, followed by mechanical tissue disruption with sterile scissors and filtration through stainless-steel mesh and/or gauze to produce a cellular suspension. Hepatocytes were enriched and digestive enzymes were removed by 3 sequential low-speed centrifugations (85-90 x g). Only suspensions with more than 85% cell viability were used for experiments. Cell suspensions (1 ml; 1 x 10 6 viable hepatocytes/ml) were plated in collagen-treated 6-well plates with supplemented Hepatocyte Maintenance Medium (Lonza).
After overnight culture at 37ºC and 5% CO2, plated hepatocytes were used for experiments. 
